. Sequence alignment of the four Pellinos used in this study. Sequences were aligned using Jalview 2.8. 1 Shading represents sequence conservation with the darkest blue indicating the greatest conservation. Dots immediately above the sequence refer to every 10th amino acid of Pellino1. The 24-amino acid insert in human Pellino3a is highlighted in yellow. Structural information from Pellino2 FHA domain (PDB entry 3EGA) is shown above the sequence. Arrows representing the position of the β-strands are colored green for those in the FHA core and blue for those in the wing appendage. Dotted lines indicate the amino acids that are disordered in the Pellino2 FHA domain structure. The location of the RING motif is indicated under the sequences. Magenta diamonds mark the conserved residues in the Pellino FHA domain pT peptide-binding pocket. Red triangles mark sites of phosphorylation on Pellino1 associated with enhanced E3 ligase activity. 2
. Pellino2 interacts with IRAK1-197 in a phosphorylation dependent manner. Figure 2C is reproduced to show a larger view of the Western blots. Following CIP treatment, there is a significant increase in a band that migrates close to the unphosphorylated IRAK1-197 in the α-Xpress blot. This band is seen in all pull-down lanes, so it is not due to interaction with Pellino2. This band is not detected in the α-phosphothreonine (α-pT) blot, which is also reproduced at the same crop level. The +3 amino acids that were investigated in this study -D, I, S and Y -are colored purple, green, red, and blue, respectively. The +3 amino acids that were not investigated in this study -L, A and M -are indicated in pale green, pink and light blue respectively.
